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(54) Diagnosis of liver fibrosis with serum marker algorithms 



(57) The present invention concerns a method for 
diagnosing liver fibrosis wherein two or more diagnostic 
markers are measured and the measurements are cor- 
related by a mathematic algorithm characterized in that 



that the diagnostic markers are selected from the group 
N-terminal procollagen III propeptide (PillNP), Collagen 
IV, Collagen VI. Collagen XIV, Tenascin, Laminin, Hy- 
aluronan, MMP-2, TIMP-1 and MMP-9/TIMP-1 com- 
plex. 
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Description 

[0001] Progressive fibrotic disease of the liver are a major cause of morbidity and mortality throughout the world. 
Recent scientific advances demonstrate that the pathogenic process of fibrosis in liver is critically dependent on pro- 

5 liferation and activation of hepatic stellate cells (also called lipocytes, fat-storing or I to cells) which synthesize and 
secrete excess extracellular matrix proteins (1). Moreover it is evident that this process is common to liver disease of 
all aetiologies Of particular importance are chronic viral hepatitis B and C and alcoholic liver disease as well as au- 
toimmune and genetic liver diseases, all of which lead to clinical problems via the common final pathway of progressive 
liver fibrosis, with the eventual development of cirrhosis. 

w [0002] An important concept is the distinction between hepatic fibrosis and cirrhosis. Hepatic fibrosis is a reversible 
accumulation of extracellular matrix in response to chronic injury in which nodules have not yet developed, whereas 
cirrhosis implies an irreversible process, in which thick bands of matrix fully encircle the parenchyma, forming nodules. 
Consequently, any therapy must be directed towards patients with reversible disease (fibrosis), which will require early 
identification and monitoring of those at risk (2). 

15 [0003] Severity and progression of liver fibrosis are difficult to assess, with liver biopsy currently remaining the most 
reliable clinical method. The qualitative evaluation of hepatic fibrosis by biopsies is limited by interobserver variability. 
Biopsies are clearly inadequate forthe early clinical phase of drug development, where there is an imperative to employ 
less invasive methods that identify effective compounds within a commercially acceptable time frame, usually measured 
m weeks to a maximum of three months of experimental therapeutic exposure. Further disadvantages are the low 

20 diagnostic specificity and the risk of bleeding. Therefore there is a need for surrogate markers of liver fibrosis. Serum 
tests allow a non-invasive assessment of of fibrogenesis and fibrolysis in the liver and can be done repeatedly and at 
short time intervals (3). Serum tests measuring the dynamic processes of extracellular matrix synthesis (fibrogenesis) 
and extracellular matnx degradation (fibrolysis) reflect the amount of extracellular matrix present, the degree of fibrosis 
or the ongoing process of architectural change of the liver (4). 

25 [0004] The current state of the art in measuring surrogate of liver fibrosis is poorly developed. Previous studies have 
suggested that serum levels of extracellular matrix proteins (or their cleavage fragments) may be used to assess the 
severity and progression of liver fibrosis (4.5). Different serum markers have been investigated and correlations with 
liver biopsies and and severity of liver diseases have been found (6). 

[0005] Some of the makers used forthe assessment of liver fibrosis are PIIINR Laminin, Hyaluronan, Collagen IV, 
30 Collagen VI, Collagen XIV (Undulin), TIMP-1 , Tenascin. MMP-2 and MMP-9/TIMP-1 complex. Markers are measured 
and their capability to assess liver fibrosis has been shown. Nevertheless, the diagnostic values of each single marker 
is not accurate enough to detect patients with fibrosis or cirrhosis. 

[0006] The simple biological index PGA combining prothrombin time (PT), serum gamma-glutamyl transpeptidase 
(GGT) and apolipoprotem Al (Apo Al) and the index PGAA which includes alpha-2-macroglobuiin (A 2 M) to the PGA 
35 index have been described for the diagnosis of alcoholic liver disease in drinkers (7.8). Although the PGA and PGAA 
index have been combined with single serum marker (9, 10) serum markers have not been used for establishing 
algorithms for the assessment of liver diseases. 

[0007] In this invention serum markers of the extracellular matrix are assembled together in a panel leading to a set 
of markers whose measurement will enable the calculation of an algorithm and the use of such a derived algorithm for 
40 the prediction of liver fibrosis histological score. For this purpose discriminant function analysis is used to determine 
which variables discriminate between the different fibrosis scores. 

[0008] Generally, all new techniques have to be validated against existing standard techniques, provided there are 
any. The current "gold-standard" to assess fibrosis in the liver is the liver-biopsy. With the biopsy, some randomly taken 
tissue out of the liver is cut into slices which become examined by an expert using a microscope. There are a lot of 

4 $ problems associated with liver biopsies inducing some uncertainty: distnbution of fibrosis in the liver (clustered fibrosis 
and the needle might have hit regions of the liver not affected by fibrosis), failed sample preparation (e.g. not enough 
tissue material), and pathologist's individuality and preferences (individual assessments). Furthermore, the fibrotic 
state of the liver is usually described using scores and there are a lot of different, possibly incompatible scoring systems 
(e.g. Scheuer Score, Ishak Scores, etc.). 

50 [0009] For example, in a study with 24 patients, two independent pathologists had to score the same biopsy samples 
for each patient at two different time-points using two different scoring systems. The number of assessments where 
the two pathologists came to identical results ranged from only 36% to 46%. 

[0010] The new technique is based on measuring serum parameters, which are directly associated with fibrotic proc- 
esses, and combining them on a mathematical level yielding a fixed assessment procedure 
55 [0011] In order to validate the new technique the "gold-standard" is not the best but the only mean, since a priori 
both methods do not investigate comparable endpoints whereas the serum parameters characterize dynamic proc- 

ncci.-sc rhp biopsy (~^Rr^c*<"> r YOS ''bro'ic r°arifr>stri t io n ^! ^ ^xod timn point """hero rnav bo r highly relive fibrotic 
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fibrotic tissue in the liver but the fibrotic activity stopped or discontinued temporarily. 

[0012] Although, some mathematical functions of serum parameters yielded statistically significant different mean 
values in different biopsy score stages. Discriminant analyses using the "gold-standard" were chosen in order to in- 
vestigate the diagnostic power of those mathematical functions of serum parameters. 

5 

Description of the immunoassays 

[0013] The markers N-terminal procollagen III propeptide (PIIINP), Collagen IV. Collagen VI, Collagen XIV. Tenascin. 
Laminin : Hyaluronan, MMP-2, TlMP-1 and MMP-9/TIMP-1 complex are used for algorithms. 

10 [0014] The markers are measured by making use of immunoassays. The immunoassays of the invention comprises 
reaction of two antibodies with a human fluid samples, wherein the capture antibody specifically binds to one epitope 
of the marker. The second antibody of different epitope specificity is used to detect this complex. Preferably the anti- 
bodies are monoclonal antibodies and both antibodies of said two antibodies of the assay specifically bind to the protein. 
[0015] Antibody or other similar term used herein includes a whole immunoglobulin either monoclonal or polyclonal 

f5 as well as antigenic fragments or immunoreactive fragments which specifically bind to the marker, including Fab, Fab', 
F(ab') 2 and F(v). Antibody includes also binding-proteins, especially Hyaluronic acid-binding protein (HABP). 
[0016] The human fluid sample used in the assays of the invention can be any sample that contain the markers, e. 
g. blood, urine, sputum or broncho alveolar lavage (BAL). Typically a serum or plasma sample is employed. 
[0017] Antibodies of the invention can be prepared by techniques generally known in the art. and are typically gen- 

20 erated to a sample of the markers. 

[0018] The second antibody is conjugated to a detector group, e.g alkaline phosphatase or a fluorescence dye. 
Conjugates are prepared by techniques generally known in the art. 

[0019] Concentration of the markers in human fluids are measured and algorithms calculated to assess the degree 
of fibrosis. 

25 

Discription of algorithms 

[0020] Discriminant function analysis is used to determine which variables discriminate between two or more naturally 
occurring groups. Computationally, it is very similar to analysis of variance. The basic idea underlying discriminant 

30 function analysis is to determine whether groups differ with regard to the mean of a variable, and then to use that 
variable to predict group membership (e.g.. of new cases). Stated in this manner, the discriminant function problem 
can be rephrased as a one-way analysis of variance (ANOVA) problem. Specifically, one can ask whether or not two 
or more groups are significantly different from each other with respect to the mean of a particular variable. If the means 
for a variable are significantly different in different groups, then we can say that this variable discriminates between 

35 the groups. In the case of a single variable, the final significance test of whether or not a variable discriminates between 
groups is the Ftest. F is essentially computed as the ratio of the between-groups variance in the data over the pooled 
(average) within-group variance. If the between-group variance is significantly larger then there must be significant 
differences between means. 

[0021] Usually, one includes several variables in a study in order to see which one(s) contribute to the discnmination 
40 between groups. In that case, we have a matrix of total variances and co-variances; likewise, we have a matrix of 
pooled within-group variances and co-variances. We can compare those two matrices via multivariate F tests in order 
to determined whether or not there are any significant differences (with regard to all variables) between groups. This 
procedure is identical to multivariate analysis of vanance or MANOVA. As in MANOVA, one could first perform the 
multivariate test, and, if statistically significant, proceed to see which of the variables have significantly different means 
^5 across the groups Thus, even though the computations with multiple variables are more complex, the principal rea- 
soning still applies, namely, that we are looking for variables that discriminate between groups, as evident in observed 
mean differences. 

[0022] For a set of observations containing one or more quantitative variables and a classification variable defining 
groups of observations, the discrimination procedure develops a discriminant criterion to classify each observation into 

50 one of the groups. Post hoc predicting of what has happened in the past is not that difficult. It is not uncommon to 
obtain very good classification if one uses the same cases from which the discnminant criterion was computed In order 
to get an idea of how well the current discnminant criterion "performs", one must classify (a priori) different cases, that 
is, cases that were not used to estimate the discriminant criterion. Only the classification of new cases allows us to 
assess the predictive validity of the discriminant criterion. In order to validate the derived criterion, the classification 

55 can be applied to other data sets. The data set used to denve the discriminant criterion is called the training or calibration 
data set 
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15 



distance can be used to determine proximity. 

[0024] For the development of a discriminant algorithm, data of 1 54 subjects of an observational liver fibrosis of study 
were analyzed. Liver fibrosis scoring systems under view were 

the Scheuer Score (0-4), 

the Modified Ishak Score (HAI) A - Interface Hepatitis (0-4). 
the Modified Ishak Score (HAI) B - Confluent Necrosis (0-6), 
the Modified Ishak Score (HAI) C - Spotty Necrosis (0-4). 
the Modified Ishak Score (HAI) D - Portal Inflammation (0-4). 
the Modified Ishak Score (HAI) - Stage (0-6). 

0025] Applying a stepwise discriminant analysis, the following functions of serum parameters showed to have major 
impact on the corresponding scoring type. 



Scoring Type 



Surrogate Parameters 



20 



25 



30 



35 



40 



45 



50 



Scheurer Score 
Modified Ishak Score A - 
Interface Hepatitis 
Modified Ishak Score B - 
Confluent Necrosis 
Modified Ishak Score C - Spotty 
Necrosis 

Modified Ishak Score D - Portal 
Inflammation 
Modified Ishak Score - Stage 



ln(TIMP- 1 ) ln(Coliagen VI/ Hyaluronan ) In (Hyaluronan I Laminm ) 

tn(TGVIP-l) in(Collagen VI/ Hyaluronan) ln(Coilagen VII Tenascin) 

tn(Hyaluronan) ln(Coilagen VI I MMP-2) 

In (Hyaluronan) ln(MMP-9_ TIMP- 1 / Tenascin) 

In(Laminin) ln(Collagen VI/TIMP1 

ln(TIMP-1) ln(Collagen VI I Hyaluronan) In (Hyaluronan i Laminin) 



55 



[0026] A corresponding discriminant analysis yielded the following linear discriminating functions: 
Scheuer Score: 

0: -108.861 +■ 0.283:<LN(COLLAGEN VI/HYALURON) - 1 .050x LN(HYALURON/LAMININ)+35.372 :<LN 
(TIMP-1) 

1 : -114.23U0.195xLN(COLLAGEN V l/HYALURON)-0.654x LN(HYALU RON/LAM IN IN )+36. 158 x|_N(TIMP- 
1) 

2 : -120 849-0.998 < LN( COLLAGEN VI/HYALURON)-2. 1 02* LN(HYALURON/LAMINiN)+36.925x LN(TIMP- 
1) 

3 -123.672-1 .281 xLN(COLLAGEN VI/HYALURON) - 1 . 344 x LN(HYALU RON/LAM IN IN )+3 7.1 63 xLN(TIMP- 
1) 

4: -133.207 - 2.1 86 > LN(COLLAGEN VI/HYALURON) - 1 602xLN(HYALURON/LAMIN!N)+38.1 88 < LN 
(TIMP-1 ) 

Modified HAI-Stage: 

0 -107.752-0.347 - LN(COLLAGEN VI/HYALURON)-1 493xLN(HYALURON/LAMINlN)+34.879 ■ LN(TIMP- 

1) 

1 -112.550-0.301 - LN(COLLAGEN VI/HYALURON)-1 .086 - LN(HYALURON/LAMININ)+35.61 7 - LN(TIMP- 

1) 

2 : -114.626-0.760 - LN(COLLAGEN VI/HYALU RON)-1 .270 ■ LN(HYALURON/LAMIN!NH 35.81 9 ■ LN(TIMP- 
1) 

3 : -121.339-2.065 - LN(COLLAGEN VI/HYALURON)-2.91 0 LN(HYALURON/LAMlNlN)+36.593 * LN(TIMP- 

1) 

4 -11 9.289*1 .009 < LN(COLLAGEN VI/HYALURON) - 1 .271 • LN(HYALURON/LAM!NIN)+36.449* LN(TIMP- 

1) 

5 . -125.551-2.966 ■ LN(COLLAGEN Vi/H^ALU RON)-2.536 - LN(HYALU RON/LAM IN IN)+36 797 ■ LN(TIMP- 
D 
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1) 

[0027] Discriminating functions used herein also includes other combinations of markers from the list of N-terminal 
procollagen III propeptide (PIIINP), Collagen IV, Collagen VI. Collagen XIV, Tenascm, Laminin. Hyaluronan. MMP-2. 
5 TIMP-1 and MMP-9/TIMP-1 complex and also factors between 0 and 200. 

[0028] Different scores need different algorithm form the list of markers and factors. 

[0029] Validating the established discriminant algorithm, data of 222 separate subjetcs of a liver fibrosis study were 
classified regarding the Scheuer Score and the HAI-Stage. Overall rate of agreement for the calibration data set was 
37% for the Scheuer Score (k = 0. 18, range for individual scores: 28% - 69%) and 28% for the HAI-Stage (k = 0. 14, 
10 range for individual scores: 3% - 62%). Details of rates of agreement are given below. 
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Type 








Score 


No. of assessments 


No. of agreements 


% 


Scheuer Score 










[0] 


53 


16 


30 


2 












[1] 


86 


31 


36 


0 












[2] 


25 


7 


28 


0 












[3] 


32 


9 


28 


1 












[4] 


26 


18 


69 


2 












all 


222 


81 


36 


5 


modified HAI-Stage 










[0] 


53 


15 


28 


3 












[1] 


57 


14 


24 


6 












[2] 


3 i 


1 


3 


2 












[3] 


22 


6 


27 


3 












[4] 


23 


6 


26 


1 












[5] 


10 


3 


30 


0 












[6] 


26 


16 


61 


5 












all 


222 


61 


27 
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Type 




P(A) 


P(C) 


kappa 


ASE 


95% Lower 
CI border 


95% Upper CI 
border 


P (kappa=0) 

asympt. 

2-sided 


Scheuer 


simple 


0.365 


0.223 


0.183 


0.042 


0.101 


0.265 


< 0.0001 


Score 


kappa 


















weighted 






0.381 


0.045 


0.292 


0 469 


<0.0001 




kappa 
















Modified 


simple 


0.275 


0.158 


0.138 


0.036 


0.069 


0.208 


<0,0001 


HAI 


kappa 


















weighted 






0.361 


0.044 


0.274 


0.447 


<0.0001 




kappa 

















[0030] Considering the more relevant dichotomous outcomes no/mild Score 0-2 (Scheuer Score). Score 0-3 (HAI- 
Stage) and moderate/severe: Score 3-4 (Scheuer Score). Score 4-6 (HAI-Stage), the results were completely compa- 
rable with the resu Its of the calibration data The overall rate of agreement for the validation set was 79% for the Scheuer 
Score (tc - 0.46, no/mild 85%. moderate/severe: 62%) and 76% for the HAI-Stage (k = 0.40, no/mild 80%, moderate/ 
severe: 63%). Using biopsy results, about 26% of the 222 cases under view were assessed as moderate/severe by 
the central pathologist yielding unbalanced group sizes. Since percentages strongly depend on the actual group size ; 
the observed smaller rate of agreement for the moderate/severe group may be due to this fact. Details are given below. 



Type 












Score 


No. of 

assessments 


No of agreements 


% 


Scheuer Score 












[0-2] 

r 3-4l 


164 

58 


140 

36 


85.4 
62 1 
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(continued) 



Tvoe 












Score 


No. of 

assessments 


No. of agreements 


°o 


modified HAI- 
Stage 












all 

[0-3] 

[4-6] 
all 


222 
163 

59 
222 


176 
131 

37 
168 


79.3 
80.4 

62.7 
75.7 



15 


Type 




P(A) 


P(C) 


Kappa 


ASE 


95% lower 
CI border 


95% upper 
CI border 


P 

(kappa=0) 

asympt. 

2-sided 


P 

(kappa-0) 

exact 

2-sided 




Scheuer 


Simple 


0.793 


0.610 


0.469 


0.067 


0.338 


0.600 


< 0.0001 


< 0.0001 




Score 


Kappa 


















20 


Modified 


Simple 


0.757 


0.589 


0.409 


0.067 


0.278 


0.539 


< 0.0001 


< 0.0001 




Kappa 




















HAI- 






















Stage 
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Claims 

1. A method for diagnosing liver fibrosis wherein two or more diagnostic markers are measured in a body fluid and 
10 ,the measurements are correlated by a mathematic algorithm characterized in that that the diagnostic markers 

are selected from the group N-terminal procollagen III propeptide (Pill NP), Collagen IV. Collagen VI, Collagen XIV, 
Tenascin, Laminin, Hyaluronan. MMP-2.TIMP-1 and MMP-9/TIMP-1 complex. 
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